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PROPRIETARY INFORMATION

I THIS DOCUMENT IS THE PROPERTY OF AND CONTAINS PROPRIETARY INFORMATION OF ATS LABS, NEITHER THIS
IDOCUMENT, NOR INFORMAT!ON CONTAINED HEREIN IS TO BE REPROOUCED OR DISCLOSED TO OTHERS, IN WHOLE OR IN |.
;PART, NOR USED FOR ANY PURPOSE OTHER THAN THE PERFORMANCE OF THIS WORK ON BEHALF OF THE SPONSOR,
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AOQAC Use-Dilution Method

SPONSOR: KIK Custom Products
o 9089 Magnolia Avenue
Aubumdalsg, FL 33823

IEST FAC!LITY: ATS Labs
o 1285 Corporale Center Drive, Suite 110
Eagan, MN 55121

PURPOSE

The purpose of this study is to determine the' effectiveness of the Sponsor's product as a disinfectant for hard
surfaces following the AOAC Use-Dilution Method. This method Is ifi- compliance with the requirements of the
followmg The U.S. Environmental Protecﬁon Agency {EPA).

responsibility “The test substance shall be charactarized by the Sponsor prior to the expenmental
start date of this study. Pertinent information, which may affect the outcome of this study, shall’be communicated
in writing to the Study Director upon sample submission to ATS Labs.

complete/accurate upon arrival 2t ATS Labs

If 3 test must be repeated, or a portion of it, due to failure by ATS Labs to adhere to specified procedures, it will
be repeated free of charge. If a test must be repeated, or a portion of i, due to failure of internat controls, it will
be repeated free of charge. “Methods Development” fees shall be assessed, however, if the test substance
and/or test system require modifications due to complexity and difficulty of testing.

If the Sponsor requests a repeat lest, they will be charged for an additional test.

Neither the name of ATS Labs nor any of its employees are to be used in adverlising or other promotion without
written consent from ATS Labs.

The Sponsor is responsible for any rejection of the final report by the regulating agencies concerning report
format, pagination, etc. To prevent rejection, Sponsar should carefully review the ATS Labs final report and notify
ATS Labs of any perceived deficiencies in these areas before submisslon of the report to the regulatory agency.
ATS Labs will make reasonable changes deemed necessary by the Sponsor, without altering the technical data.

JUSTIFICATION FOR SELECTION OF THE TEST SYSTEM

Regulalory Agencies require that a specific arganism claim for a test substance intended for use on hard surfaces
be supported by appropriate scientific data demonstrating the efficacy of the test substance against the ciaimed
organism. This is accomplished in the laboratory by treating the target organism with the test substance under
conditions which simulate as closely as possible the actual conditions under which the {est substance is designed
to be used. For producls intended for use on hard surfaces {dry, inanimate environmental surfaces), a carrier
method is used in the generation of the supporting data. The experimental design in this protocol meets these
requirements.
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TEST PRINCIPLE

A film of organism cells dried on a surface of stainless steel carriers is exposed to the test substance for a
specified exposure time. After exposure, the carriers are transferred to vessels containing neulralizing subculture
media and assayed for survivors. Appropriate culture purity, sterilily, viability, carrier population and neutralization
confirmation controls are performed. The current version of Standard Operating Procedure CGT-4400 reflects the
methods which shall be used in this study.

TEST METHOD
i e R —————
 TestOrganism ‘[\.D,esrg."a'.'m.‘.# _ Growth Medium . Parameters

..... e e _ e |

Carbapenem Resistant__ J 81871 | SynthetioBrath - 3537°C.aeroblc |

The test .orgla'nisfh 1o be used in this study was obtained from the Centers for Disease Control and
Prevention (CDC) Atlanta, Georgia.

Subculture Medium: Neutralizing broth appropriate for the test substance.

Carriers
Carriers will be screened according to ACAC Official Method of Analysis and any carriar positive for growth will be

discarded. Only penicylinders showing no growth may be used. Stainless steel penicylinders will be pre-soaked
overnight in 1N NaOH, washed in water until neutral and autoclaved in deionized water. Carriers shall be used
within three maonths of sterilization.

Preparation of Test Organism
A loopful of stock slant culture or 10 pL of a thawed cryovial of stock organism broth culture will be used to

Inoculate the initial 10 mL tube of growth medium.

Mix and incubate the initial culture for 2412 hours at 35-37°C. Following incubation, transfar. 10 pL of culture to
sufficient 10 mL tubes of culture medium (daily transfer #1). Up to four additional daily transfers may be prepared.
The final test culture will be prepared using culture from daily transfer # 1-5. Incubate the final test culture for 48-
54 hours at 35-37°C.

_ The test culture will be vortex mixed for 3 to 4 seconds and allowed to stand for 210 minutes prior to use. After
this time, the upper portion of the culture will be removed, leaving behind any clumps ar debris and will be pooled
in a sterile vessel. The culture may be diluted, Applicable culture dilutions shall be performed using sterile
growth medium and shall not exceed a 1:2 dilution {one part test culture to ane part sterlie growth medium). An
organic soil load will be added to the test culture per Sponsor's request. The final test culture will be mixed
thoroughly prior to use.

Antimicrobial susceptibility testing will be performed utilizing a representative culture from the day of testing. The
Modified Hodge test method will be used to verify the antimicrobial susceptibility pattern of the test organism. The
current version of Standard Operating Procedure CGT-4565 reflects the methods which shall be used. The
results of the antimicrobial susceptibility testing will be included in the final report.

Contamination of Carriers

The culture will be transferred to the penicylinders and the carriers will be immersed for 152 minutes in a
prepared suspension at a ratio of one carrier per one mL of culture. A maximum of 100 carriers will be inoculated
per vessel and each vesse! inoculated may be considered a part of one total inoculation run per organism. The
inoculaled carriers will be transferred 1o sterile Petri dishes matted with filter paper. No more than twelve carriers
will be placed in each Petri dish. The carriers will be dried for 40+2 minutes at 35-37°C. Carriers will be used in
the test procedure within approximately 2 hours of drying.

L4
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:Preparatlon of Test Substance

“allowed fo equ brate for >10 minutes prtor to testmg

Exposure Conditions

Each contaminated and dried carrier will be placed into a separate tube containing 10 mL of the test substance at
its use-dilution for the desired exposure time and temperature. Immediately after placing each test carrier in the
test tube, swirl the tube using approximately 23 genile rotations to release any air bubbles trapped In or on the

carrier.

Test System Recovery
Following the Sponsor specified exposure time, each medicated carrier will be transferred by wire hook at

staggered intervals to 10-20 mL of primary neutralizing subculiure medium. To accomplish this, the carrier is
removed from the disinfectant tube with a sterile hook, tapped against the interlor sides of the tube to remove the
excess disinfectant and transferred into the subculture tube. Avoid tapping the carrier against the approximate
upper third of the tube. If secondary neutralization is requested by the Sponsor or deemed necessary due to test
substance aclive and/or concentration, carriers will be transferred into individual secondary subcullure tubes
containing 10-20 mL of neulralizing broth beginning approximately 25-60 minutes after subculture of the carrier
into the primary neutralizing subculture medium.

Incubation and Observation
All subculture vessels and control plates are incubated for 4842 hours at 35-37°C.

Following incubation, the subcultures will be visually examined for growth. {f necessary, the subcultures may be
placed at 2-8°C for up to three days prior fo examination.

Representative subcullure tubes showing growlh will be subcultured, stained and/or biochemically assayed to
confirm or rule out the presence of the test organism.

STUDY.CONTROLS.

Purity Control
A “streak plate for isolation” will be performed on the organism culfure and following incubation examined in order
to confirm the presence of a pure culiure. The acceptance criterion for this study control is a pure culture

demonstraling colony morphology typical of the test organism.

Organic Soil Sterility Control
The serum used for soil load will be cultured, incubated, and visually examined for tack of growth. The acceptance

criterion for this study control is lack of growth,

Carrier Sterility Contro}
A representative urninoculated carrier will be added to the neutralizing subculture medium. The subculture medium
containing the carrier will be incubated and examined for growth. The acceptance criterion for this study control is

lack of growth.
Neutralizing Subculture Medium Sterility Controf

A representative sample of uninoculated neutralizing subcufture medium will be incubated and visualfly examined. The
acceptance crilerion for this study control is lack of growth.
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Viability Control

Two representative inoculated carriers will each be added to individual vessels containing the subculture medium. If
secondary subcultures are performed, one carrier will be placed in the primary subculture medium and one carrier will
be placed in the secondary subculture medium. The vessels contalning each carrier will be incubated and visually
examined for growth. The acceptance critarion for this study control Is growth in the final subculture medium,

minimally.

Neutralization Confirmation Control

Prior to testing or concurrent with testing, the neutralization of the test substance will be confirmed by exposing at

least one sterile carrier 1o the test substance and transferring the carrier to primary subcultures containing 10-20 mL

of neutralizing subculture medium as in ithe test. If performed in the test procedurs, each carrier will then be
i

_lranst’erre from-pnmsry subcultures Int idual sosondary’ subcuitures beginning approximately 25-60 minutes
‘applicable) will be inoculated with a target

‘org: {nclibated-under test conditions and visually examined
for the presence of growth. This’ conlrol will be performed with multiple replicates using different dilutions of the.test
organism. A standardized spread plate procedure will be run’concurrently in order to enumerate the number of CFU
actually added. NOTE: Only the most concentrated test substance and/or shortest exposure time needs to be

evaluated in this control.
The acceptance criterion for this siudy control Is grawth In the final subcufture broth, minimally, following inoculation
with 100 CFU.

Carrier Population Control

Two sets of three inoculated carriers (one set prior to testing and one set following testing) for each organism
carrier set will be assayed. Each inoculated carrier will be Individually subcultured into a tube containing 10 mL of
neutralizing subculture medium and sonicated for approximately 1 minute. Following sonication, the contents of
the three subcultured carriers will be pooled (30 mL) and briefly vortex mixed. Appropriate serial ten-fold dilutions
will be prepared and the duplicate aliquots spread plated on agar piate medium, and incubated. If serial dilutions are
not performed and plated immediately following sonication, the vessels may be refiigerated at 2-8°C for up to 2 hours
prior to dilution. Following incubation, the resulting colonies will be enumerated and the CFU per carrier set
calculated. The individual CFU per carrler set results will be calculated, and the Logy, value of each carrier set
delermined. The average Logss value per organism will be calculated. The acceptance criterion for this study
control Is 8 minimum average Logaq value of 4.0

PROCEDURE FOR IDENTIFICATION OF THE TEST SYSTEM

ATS Labs maintains Standard Operating Procedures (SOPs) relative to efficacy testing studies, Efficacy testing
is performed in strict adherence to these SOPs which have been constructed to cover all aspects of the work
including, but not limited to, receipt, log-in, and tracking of biological reagents including test organism strains for
purposes of identification, recelpt and use of chemlcal reagents. These procedures are designed to document
each slep of efficacy testing studies. Appropriale refergnces to medium, batch number, etc. are documented in
the raw data collected during the course of each study.

Additionally, each efficacy test is assigned a unique Project Number when the protocol for the study Is initiated by
the Study Director. This number is used for identification of the test subcultures, etc. during the course of the
test. Test subcultures are also labeled with reference lo the test organism, experimental start date, and test
product. Microscoplc and/or macroscopic evaluations of positive subcultures are performed in order to confirm
the identity of the test organism. These measures are designed to document the identity of the test system.

METHOD FOR CONTROL OF BIAS: NA
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STUDY ACCEPTANGE ORITERIA

Test Substance Performance Crl(ena
The U.8. EPA efficacy performance requirements for label claims state that the test substance must kill the

microvrganism on 10 oul of the 10 inoculated carriers.

Control Acceptance Criteria
The study controls must perform according to the criteria detailed in the study controls description section. if any
control acceptance criteria are not met, the test may be repeated under the current protocol number.

REPORT

The report will include, but not be limited to, identification of the sample, date received, initiation and completion
dates, identification of the organism strains used, description of media and reagents, description of the methods
employed, tabulated results and conclusion as it relates to the purpose of the test, and all other items required by
40 CFR Poart 160.185.

PROTOCOL CHANGES
1 o - e

'tp make changes in me zpprow.d pmiacei the revision and reasons for changes will be
‘ : of the permanent file for that study. Similarly, the
erit:pgours that may have an effect on the validity of

Sponser wilt be hotifigd 3s soon as possible \menﬂver an
the study.

Standard operating procedures used in this study will be the correct effective revision at the time of the work. Any
minor changes to SOPs {for this study) or methods used will be documented in the raw data and approved by the
Stucy Director.

TEST SUBSTANCE RETENTION
It is the responsibility of the Sponsor to retain a sample of the test substance. All unused test substance will
be discarded following study completion unless otherwise indicated by Sponsor,

RECORD RETENTION
Study Specific Documents

All of the ariginal raw data developad exclusively for this study shall be archived at ATS Labs. These original data
inctude, but are not limited {o, the following:
1. All handwritten raw data for control and test substances including, but not limited to notebooks, data
forms and calculations.
2. Any protocol amendments/deviation notifications.
3. Ali measured data used in formulating the final report.
4, Memoranda, specifications, and other study specific correspondence relating to interpretation and
evaluation of data, other than those documents contained in the final study report.
5. Original signed protocol.
6. Ceriified copy of final study reponrt.
7. Study-specific SOP deviations made during the study.

Facility Specific Documents

The following records shall also be archived at ATS Labs. These documents include, but are not limited lo, the
folfowing:
1. SOPs which pertain to the study conducted.
2. Non study-specific SOP deviations made during the course of this study which may alfect the results
obtained during this study.
3. Methods which were used or referenced in the study conducted.
4. QA reports for each QA inspection with comments.
§. Facility Records: Temperalure Logs (ambient, incubator, etc.), Instrument Logs, Calibration and
Maintenance Records.
8. Current curriculum vitae, training records, and job descriptions for alt personnel involved in the study.
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(AGAC) Official Method 964.02, ] v
63, In Official Methods of Analysis 201 ;Edition.

i:éf: Official Analytical Ch AC) Official Method 955.15 anis against
) aureus - Use-Dxlunon' ; ;Oﬁ"cual Methods of A alysl ion.

3 ) ainst
4., nt

Sanitizing Action of Disinfectants Methad [Pr, 9 ratign of §
Analysis of the AOAC, 2013 Edition.

5. U.S. Environmental Protection Agency, Office of Chemical Safety and Pollution Prevention, Product
Performance Test Guidelines, OCSPP 810.2000: General Considerations for Uses of Antimicrobial Agents,
September 4, 2012,

6, U.S. Environmental Protection Agency Office of Chemical Safety and Pollution Prevention, Product
Performance Test Guidelines, QCSPP 810.2200: Disinfectants for Use on Hard Surfaces- Efficacy Data
Recommendations, September 4, 2012.

DATA ANALYSIS

Calculations

Determine the CFU/Carrier sel in the Carrier Population Control using all average counts belween 0-300 CFU as
follows:

CFU/carrier = {(ava, GEU far 1073

where 107%, 107, and 107 are example dilutions that may be used

" Average Logsq Carrler Population Conlrol = LagaX; + £0g:Xe.# . LagisXy
Where: X equals CFU/carrier set

N equals number of control carrier sets

Statistical Analysis

None used.
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STUDY INFORMATION
(All sections must be completsd prior to submitting protocol)

Test Substance (Name & Batch Numbers - exactly as it should appear on final report): v
Pure Briahl Cerm cidal-Ultra BleachiERAReq, No, 7027113 Lot 13022096 SM and Lol 130240719’\4 ...........

Expiratlon Date:___Aug 1, 2013

Product Description:

Q Quaternary ammonia O Peracetic-acid
Q1 lodophor O Peroxide
& Sodium hypochlorite m] Other
Test Substance Active Concentration (upon submisslon to ATS Labs);___ 6%

Neutralization/Subculture Broth:

{3

& ATS Labs‘ Discretion. By ‘shecking, the Spansor. auﬁhonzes ATS Labs, at
their discretion, to perdim neutralization” éonfi rmation  assays at the
Sponsor's expense prior to festing lo determine the most appropriate
neutralizer. (See Fee Schedule).

Starage Conditions:

& Room Temperature
0 2-8°C
Q ot
Hazards:
Q) None known: Use Standard Precautions
) Material Safety Data Sheet, Attached for each product
Q As Follows:_ , ‘
Product Preparation R
0 Nao dilution required, Use as received (RTU) %4 See RroToco J
&  “Dilution(s) to be tested: Mel1FrCcaTo
3/4 cup gergallon _defined as....... 3fdcup.. . .. + 1 gallon
(example: 1 6z/galion) ’“‘(amounl of test substance) {amount of diluent)

Q Deionized Water (Filter or Autoclave Sterilized)
& Tap Water (Filter or Autoclave Sterilized)
U ACAC Synthelic Hard Water: PPM
& Other:........See ProtéeolMaodification .
*Note! An equrva}ent dilution may be made unless o!henwse requested by the Sponsor.

Test Organism; 2 Escherichia coli - Carbapenem Resistant (COC 81371}

Carrier Number: 10 _per baich
Exposure Time: 5 Minutes Exposure Temperature: 201 °C

Organic Soil Load:
U Minimum 5% Organic Soil Load {Fetal Bovine Serum)
& No Organic Soil Load Requxred
% Olher

Templute: 21() /18 —Propneiazyinlormahon—, N X
l285 (‘orpovole Ccnler Drive. Su'le 110 . Eogon M)\ “5|2| 877.287.8378 « 651.379,5510 » Fox: 651.379.5549

1285 Corporate Center Drive, Suite 110 » Eagan, MN 55121 « 877.287.8378 « Fax: 651,379, 5549 . WYW, ats-labs com



Project No. A14783 KIK Custom Products A? S .

Protocol Number: KIK02031513.UD.1 ) Page 27 of 27
Protocol Number: KiK02031513.UD,1 . KIK Custom Products AT S
Page 8 of 8 U FTETI

TEST SUBSTANCE SﬁiPMENT STATUS

M Has beenusedi m one or more prewous studies at ATS Labs .
0 Has been shipped to ATS Labs (but has not besn used in a previous study).
Date shipped o ATS Labsy_ oo oo Sent via overnight delivery? O Yes QO No

0 Wil be shipped to ATS Labs.
Date of expected receipt at ATS Labsi oo w . e

Q Sender (if other than Sponsor);

COMPLIANCE

Study to be performed under EPA Good Laboratory Practice regulations (40 CFR Part 160) and in accordance to
standard operating procedures.

M Yes

0 No (Non-GLP Study)

PROTOCOL MODIFICATIONS

Q  Approved without modification
& Approved thh modrf cation ] )

B ° est subsiance per ATE Labs: SOT -‘GT~0090 fo determme Su‘mma‘ edxum‘ vmjchlonla

concemraugg ~Dillle A8 Eibitarce 5 56,500:57 ODD DAL With gler
substance per.pdug 8.of profocol foruse.intesting o -

PROTOCQL ATTACHMENTS
Supplemental Information Form Attached - Yes M No

APPROVAL SIGNATURES
SPONSOR:

NAME: M, _Jusim LoweA‘ et e TITLE: Reqional QA Manager )

sisnaTURE. ./ 1] DATE; 3is / q0i3

PHONE;__ {863) 551 - 3006 EMAIL;, flowe@kikcorp.com

For confidentiality purposes, study information will be released o}vly to the sponsorfrepresentative signing the
prolocol (above) unless other individuals are specifically authorized in writing to receive study information,

Other individuals authorized to receive information regarding this study: 3 See Attached
.G RA5Tan R‘_...Q'Q\ HIAT N »DE\,TAL:ANAL)"‘T.,Q AL QOQP' ) CC’_;Q-\FC.N:@ DELTA- A C : com
ATS Labsy
NAME: ___ .. e e | oolidid:

* Study Director

. ( - , N DATE: J-20-13

SIGNATURE:: _ fimi 2
Shidy Director
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